Supplemental Experimental Procedures
were sonicated on ice to yield 200-600 bp DNA fragments for endogenous ChIP and 1-2 kb for plasmid-ChIP.
To produce mononucleosomal preparations for ChIP analysis, cells were crosslinked as usual and were harvested in PBS. Following centrifugation at 700g, pellets were then resuspended in 10 volume of Sucrose buffer A (0.32 mM Sucrose, 15 mM HEPES, 60 mM KCl, 2 mM EDTA, 0.5 mM EGTA, 0.5% BSA, 0.5 mM spermidine, 0.15 mM spermine, 0.5 mM DTT and protease inhibitor cocktail). Cells were disrupted with a Dounce homogeniser and the nuclear suspension was layered over an equal volume of Sucrose buffer B (0.32 mM Sucrose, 15 mM HEPES, 60 mM KCl, 2 mM EDTA, 0.5 mM EGTA, 0.5 mM spermidine, 0.15 mM spermine, 0.5 mM DTT and protease inhibitor cocktail) and spun down 3000 rpm for 15 mins. The purified nuclei were collected and resuspended in 1 pellet volume of buffer NUC (15 mM HEPES, 60 mM KCl, 15 mM NaCl, 0.34 mM sucrose, 0.15 mM β-mercaptoethanol, 0.5 mM spermidine, 0.15 mM spermine and protease cocktail. CaCl 2 was added to the nuclei to final concentration of 3 mM and immediately 100 U of micrococcal nuclease was added. Reactions were performed at 37 o C for 30 mins and stopped by adding an equal volume of 2x Sonication buffer (90 mM HEPES, 220 mM NaCl, 10 mM EDTA, 2% Triton X-100, 0.2% Nadeoxycholate, 0.2% SDS, 0.5 mM PMSF and protease inhibitor cocktail). The sample was briefly sonicated and spun down at 14,000 rpm for 15 mins.
One quarter of a 10cm dish was used per endogenous ChIP and one quarter of a well in a 6-well dish used per plasmid ChIP, diluted 1/10 in IP Dilution buffer (0.01% observed upon knockdown of p300, indicating that TSA was able to enhance acteylation levels in a p300-independent manner. This further substantiates the conclusion that histone acetylation is sufficient for promoting NFI binding to the c-fos promoter. Upon depletion of NFI, acetylation of the promoter-proximal nucleosome is still detected, demonstrating that NFI binding is an event downstream rather than upstream from histone acetylation at this locus. Moreover, this experiment confirms that we can detect NFI association with the promoter-proximal nucleosome. These data demonstrate that NFI can activate the c-fos promoter when overexpressed (B). As observed with TNFα, Elk-1 is needed for NFI recruitment following PMA treatment (A). The TNFα-induced recruitment of TFIIB to the promoter is dependent on the binding motifs for Elk-1 and NFI (B) and adequate p300 levels in the cell (C).
